For all Real Time assays, bars represent mean ± s.d. from three biological replicates. Statistically significant results were referred with P-value <0.05.
Supplementary Figure S2:
(A) Analysis of mutp53 binding on MIR205HG gene using the ChIP-seq data previously published by Vaughan et al. [40] . Chromatin from H1299 stably overexpressing mutp53R273H protein was immunoprecipitated with anti-p53 antibody and relative IgG as negative control. (B) A representive immunoblotting analysis of E2F1 and GAPDH (loading control) in CAL27 cells transfected with either si-GFP and two different si-E2F1 oligos. (C) CAL27 cells were transfected with the commercial smart pool to knock-down ZEB expression. MIR205HG a n d zeb expression was analyzed by RT-qPCR in cDNAs. (D) CAL27 cells were transfected with ASO-control or ASO-MIR205HG oligos. Spliced MIR205HG mRNA a n d pre-MIR205HG RNA expression were evaluated with the indicated oligonucleotides.
In all RT-qPCR analysis, bars represent mean ± s.d. from three biological replicates. Statistically significant results were referred with P-value <0.05.
Supplementary Figure S3:
(A) and (B) UCSC Genome Browser screenshots for MIR205HG and CCNB1 loci, respectively. TaqMan-assay to detect the miR-590-3p expression in CAL27 cells previously described and used in Luciferase reporter assay ( Figure 6G ) and in ATPlite viability assay ( Figure 6J ). (F) ccnb1, cdk1
and yap1 expression was analyzed by RT-qPCR in A254 cells transfected as indicated in the figure. (G) TaqMan-assay to detect the miR-590-3p expression in A254 cells previously described in (F). from three independent experiments. P-values were calculated with two-tailed t-test.
Table S1
Primer sequences for amplification of cDNAs in Real Time PCR experiments.
MIR205HG_1 FW
5'-GGAGTGCAGTGGCTCAATCT-3' Table S2 Primers used for the amplification of different regulatory regions of MIR205HG promoter. 
Supplementary Materials and Methods

Cells and transfections
pRetroSuper-p53 and pRetroSuper-LacZ constructs [5, 8] were transfected in CAL27 cells using Lipofectamine 2000 (Invitrogen) following the manufacturer's instructions. After 48 h from the transfection, the selection started using 1ug/ml puromycin for 2 weeks. Experiments were performed using stable, pooled clones.
CAL27 cells were transfected with 20 μM of si-ZEB smart pool composed by four oligos from Dharmacon (L-006564-01), using RNAiMax (Invitrogen) following the manufacturer's instructions.
The cells were plated in 35mm plates in biological triplicates. After 24 h of incubation, the transfection were stopped by recovering the cells.
Plasmids and RNA Transfection
Mutant p53 and YAP exogenous expression was performed using pcDNA3-p53-R175H, pcDNA3-p53-R273H, and pcDNA3-YAP vectors and empty pcDNA3 was used as control [9] . Cells were transfected with Lipofectamine 2000 following the manufacturer's instructions (Invitrogen, Carlsbad, CA, USA).
The following sequences are employed for si-RNA oligonucleotides transfection: si-p53#1 and sip53#2 oligos previously described [5, 9] , si-GFP employed as nonsilencing control was 5'-GGCTACGTCCAGGAGCGCACC-3' [5, 9] , si-NF-YB smart pool of three target specific oligos (sc-29945 Santa Cruz Biotechnology) [9] ; si-E2F1#1 and si-E2F1#2 oligos previously described 
Fluorescence In Situ Hybridization (FISH)
Detection of lncMIR205HG transcript on CAL27 cell line was conducted by FISH using Custom 
Cell viability and colony formation assays
Cell Viability was carried out using the MTT assay kit supplied by Abnova (KA1606) following the manufacturer's instructions. The fluorometry was recorded to 570 nm with a plate reader (Thermo Scientific). Cell viability was assayed with ATPlite (Perkin Elmer) according to the manufacturer's instructions using the EnSpireMultilabel Reader (Perkin Elmer). Cells (10 4 per well) were plated in triplicate in 96-well plates and treated as indicated.
With regard to colony-forming assays, cells are transfected as indicated in the figure accordingly with the procedures described in Materials and Methods section. After 24 h of transfection, 800 cells from each point were seeded in 12-multiwell plates and grown for 10 days. Cells were stained with crystal violet and colonies evaluated by using ImageJ software (https://imagej.nih.gov/ij/).
Boyden chamber migration assay
Cells are transfected as indicated in the figure accordingly with the procedures described in Materials and Methods section. After 24 h of transfection, 50000 cells were suspended in 500 μl serum free medium in transwells (PET membrane of 8 μm pore size , Falcon n. 353097) and placed in 24-well plates containing medium with 10% FBS. After 18 h, chambers were washed and cells were removed from the upper side of the chamber with a cotton swab. Migrated cells were fixed and stained using DAPI cell stain solution (Chemicon International). Images were captured using the 20x objective of the Axiovert 200 microscope (Carl Zeiss) and analyzed using AxioVision software (Carl Zeiss). Representative images are shown. The average number of migrated cells from 10 representative fields (six replicates per condition) was counted under a phase contrast microscope.
P-values were calculated with two-tailed Student's t-test. Statistically significant results were referred with a p-value < 0.05.
Flow cytometric analysis of cell cycle
Cells were seeded in triplicate in 6-well plates in a number of 2×10 5 cells per well and transfected as indicated. After 48 h of transfection, cells were washed in PBS, fixed in ethanol solution and stained in a PI solution (50μg PI in 0.1% sodium citrate, 0.1% NP40, pH7.4) for 30 min at 4°C in the dark. Flow cytometry analysis was performed using a Guava® easyCyte flow cytometer (Merck-Millipore). Cell cycle was evaluated by InCyte Guava Cell Cycle Software (MerckMillipore). Each point were analyzed in at least three different experiments. P-values were calculated with two-tailed Student's t-test. Statistically significant results were referred with a pvalue < 0.05.
BrdU incorporation assay
CAL27 cells were seeded onto 22-mm diameter coverglasses placed in 6-well plates (3×10 cells/coverglass) and transfected with ASO control and ASO MIR205HG oligos for 48 h. Before to fixing the cells, 10 μM BrdU (Sigma Chemicals) were added to the cultures for 20 min. The cells were rinsed and fixed in 4% phosphate-buffered paraformaldehyde for 10 min. Following aspiration, the cells were rinsed 3 times in PBS for 5 min and 0.5% Triton X-100/2N Hcl solution was added to the specimens for 20 min. After neutralization using PBS, the specimens were blocked in mouse serum for 60 min. The blocking solution was aspirated and the specimens were incubated in diluted primary mouse-monoclonal antibody to BrdU (1:25; BD Biosciences n°347580) overnight at 4°C. After rinsing 3 times in PBS for 5 min, the specimens were incubated in fluorochrome-conjugated secondary antibody diluted in PBS at room temperature in the dark and observed under fluorescent microscope. At least 1,000 cells/treatment using at least 2 coverglasses/treatment were counted, and the number of positive cells was recorded. Labeling indexes were calculated as the number of positively stained cells divided by the number of total cells. The total cells for each field was counted using phase contrast light.
Cell extracts and western blotting
Cells were homogenized in a lysis buffer composed by 50 mM hepes pH 7.5, 5 mM EDTA pH 8.0, 10 mM MgCl2, 150 mM NaCl, 50 mM NaF, 0.5% NP40, 0.1 mM sodium orthovanadate, 1 mM PMSF, 1 mM DTT and protease and phosphatase inhibitors. Total cell lysates were sonicated for 20 sec and clarified by centrifugation to remove cell debris. Protein concentrations were determined by colorimetric assay (Bio-Rad, Hercules, CA, USA). Nuclei and citosol extracts were prepared as previously described (5). Western blotting was performed using following primary antibodies: mouse monoclonal p53 (DO1) (Santa Cruz Biotech.), GAPDH (Santa Cruz Biotech.), Actin 
Luciferase reporter gene assays
Cells (2x10 5 ) were seeded into 6-or 12-well culture plates and transiently transfected with 100ng of pCCAAT-B2LUC or pmutCCAAT-B2LUC reporter constructs [5, 9] , 500 ng of pcDNA3-YAP1 and with mimic miR-590-3p or mimic control. 1/10 of CMV-Renilla plasmid as an internal control was also co-transfected for transfection efficiency. 
Formaldehyde cross-linking and chromatin immunoprecipitation (ChIP)
MatInspector software (www.genomatix.de) was used to perform an in silico promoter analysis to search DNA consensus sequences specific to be bound by transcriptional factors. 
Microarray data analysis
Head and Neck microarray experiments on Agilent platform for microRNA profiling were performed as previously described [11] . Local recurrence-free survival (RFS) were evaluated by using Kaplan-Meier analysis and Cox proportional hazard regression model. We sorted the samples by the intensity level. We divided the set in three subgroups (high intensity level, medium intensity level, low intensity level) approximately counting the same amount of samples and we used for comparison just the two groups where the difference in the signal's levels was wider (high intensity versus low intensity). The log-rank test was used to evaluate differences between curves.
As validation set we used TCGA Head and Neck squamous cell carcinoma (TCGA Research Network: http://cancergenome.nih.gov/): 522 total samples, 44 of which are non-tumoral and tumoral matched tissues.
MiRNA and gene deregulation was assessed by paired or unpaired Student's t-test. A Pearson's coefficient was calculated to establish positive or negative correlation for miRNA\trascript pairs.
Significance was defined at the p<0.05 level if not differently specified.
